The Hargreaves test is specifically designed to assess thermal pain sensation in rodents such as rats and mice. This test has been used in experiments involving pain sensitization or recovery of thermal pain response following neural injury and regeneration. We present here a step-by-step protocol highlighted with important notes to guide first-time users through the learning process.
the environment. These sensory stimuli include pain, touch, pressure and vibration. To study how these stimuli are processed with the ultimate goal of repairing the system in the event of injury, neuroscientists have used a plethora of animal models and behavioral tests. Some of these experiments include administration of a noxious substance into the nervous system to investigate increased pain sensitivity (Zurowski et al., 2012) , inducing a central or peripheral injury to the nervous system and then observing whether particular treatments promote neural regeneration (Andrews et al., 2009; Tan et al., 2012; Cheah et al., 2016) , or developing in vivo neurodegenerative models with pathology in sensory neurons (Mellone et al., 2013) . Whichever the case, having a suitable test to study the behavioral response of the animals is key.
Of all the sensations, pain is perhaps one of the most studied. Transmitted via different nociceptors, pain can be further categorized into different modalities such as thermal, mechanical and chemical.
Depending on the experimental goal, all of these modalities can be assessed with a specific behavioral test. We present here our approach to the Hargreaves test which is a behavioral test designed for assessing response to thermal pain in rodents such as rats and mice (Hargreaves et al., 1988) . Based on our experience, the Hargreaves test is relatively straight-forward and novel users can master it in a short period of time. With the aid of this step-by-step protocol, we hope to assist potential users in deciding if the Hargreaves test is a suitable test for them and also guide them through the learning process in an efficient manner. b. For mice, the C57BL/6 strain is generally more active than other strains such as BALB/c. The more active strains may make progressing with the test difficult although with sufficient acclimatization to the testing apparatus, any strain can be used.
Sucrose/food pellets
Optional: Feeding animal a small handful (~5-10) of sucrose/food pellets may be helpful in reducing the movement and calming the animals in their enclosure. 
Perform the Hargreaves test.
It is recommended that a baseline reading be obtained before starting the experiment. This step also allows the experimenter to optimize the test for each particular experiment and animal strain. 
Note: The guiding lines on the vessel should be very useful for this step and there must be
proper plantar placement of the paw for the test to be valid. 
